Neither the pH sensitivity nor the 440 mrn/. maximum has been properly accounted for.
The interaction of purified retinene, with amino compounds throws some light on these problems. A preliminary account of the work (Ball, Collins, Morton & Stubbs, 1948) has appeared, and the present paper carries the study a stage further.
REACTIONS OF RETINENE WITH AMINO COMPOUNDS EXPERIMENTAL
General procedure (a) . A solution of crystalline retinenel in ethanol (about 10-GM) was prepared so that the optical density (E) at 380-390 miA. was 1-5-2-5, for a 1 cm. layer.
To the solution (2 ml.) was added an aqueous solution of amino compound (2 ml.). In some cases the latter solution was nearly saturated, and in all cases the concentration exceeded 10-3M. To the mixture, 0 1N aqueous NaOH (2 ml.) was added, and the final mixture was left to stand at room temperature for 15-30 min. The absorption spectrum of the solution was then measured. Next, conc. HCI (1 drop) was added and the absorption spectrum redetermined, using a compensating cell containing water. The Beckman spectrophotometer was used throughout. In general, the alkaline Retinene, (33 mg.) and ,B-alanine (5 mg.) were dissolved in ethanol (2 ml.), 0-1N ethanolic NaOH (2 ml.) added, the mixture allowed to stand for several hours in the dark and then acidified with concentrated hydrochloric acid. The solution became dark red (A, 440-450 m,u., using a small portion diluted with ethanol). If one drop ofthe red solution was diluted with water, the colour disappeared and A, occurred at about 390 m,u. The solute obtained by removal of solvent in vacuo from the red solution was insoluble in light petroleum, but soluble in chloroform (A.. 465 mp.). The red solution showed no spectroscopic evidence of free retinene in appreciable proportion, although the retinene, and ,-alanine were used in the molecular ratio 2: 1.
Those amino compounds which result in A, of about 500 m,u. permit an approximately quantitative study of colour intensity (E at 490-500 m/L.) in relation to concentration of reactants and combining proportions. This is possible for the 500 m,u.
chromnogen because retinene, has no appreciable absorption at that wavelength, whereas the overlapping of the 440 m,. absorption and retinene, absorption is a serious complication. Benzylaniline, which gives Am 490 m,. although it has only one available hydrogen, was used for the stoicheiometric test, A. L. (1948) . Nature, Lond., 161, 424.
